Abstract. Gene expression data using retrieved ovarian cancer (OC) samples were used to identify genes of interest and a support vector machine (SVM) classifier was subsequently established to predict the recurrence of OC. Three datasets (GSE17260, GSE44104 and GSE51088) investigating OC gene expression were downloaded from the Gene Expression Omnibus. Differentially expressed genes (DEGs) in samples from patients with non-recurrent and recurrent OC were revealed via a homogeneity test and quality control analysis. A protein-protein interaction (PPI) network was subsequently established for the DEGs using data from Biological General Repository for Interaction Datasets, Human Protein Reference Database and Database of Interacting Proteins. Degrees of interaction and betweenness centrality (BC) scores were calculated for each node in the PPI network. The top 100 genes ranked by BC scores were selected to identify feature genes via recursive feature elimination using the GSE17260 dataset. Following this, a SVM classifier was constructed and further validated using the GSE44104 and GSE51088 datasets and independent gene expression data obtained from the Cancer Genome Atlas (TCGA). A total of 639 DEGs were identified from the three gene expression datasets, and a PPI network including 249 nodes and 354 edges was constructed. A SVM classifier consisting of 39 feature genes (including cullin 3, mouse double minute 2 homolog, aurora kinase A, WW domain containing oxidoreducatase, large tumor suppressor kinase 2, sirtuin 6, staphylococcal nuclease and tudor domain containing 1, leucine rich repeats and immunoglobulin like domains 1 and aurora kinase 1 interacting protein 1) was subsequently constructed. The prediction accuracies of the SVM classifier for GSE17260, GSE44104 and GSE51088 datasets as well as data downloaded from TCGA were revealed to be 92.7, 93.3, 96.6 and 90.4%, respectively. Furthermore, the results of the present study revealed that patients with predicted non-recurrent OC survived significantly longer compared with the patients with predicted recurrent OC (P=6.598x10 -6 ). A SVM classifier consisting of 39 feature genes was established for predicting the recurrence and prognosis of OC. Therefore, the results of the present study suggested that the 39 feature genes may serve important roles in the development of OC and may represent therapeutic biomarkers of OC.
Introduction
Ovarian cancer (OC) is the seventh most commonly diagnosed cancer in women in the USA and the average five-year survival rate of patients with OC in the USA is 45% (1) . OC frequently recurs following treatment (2) . Furthermore, 20% of patients with stage I and II cancer experience recurrence within a 5 year period in the USA (1) . Recurrence is closely associated with the prognosis of OC (1) , and, therefore, there is a requirement for novel biomarkers to predict recurrence of OC in order to improve the outcome of patients with OC.
Previous studies have identified numerous relevant prognostic biomarkers (3) (4) (5) . Elevated levels of serum interleukin (IL)-37 are predictive of poor prognosis in patients with epithelial OC (6) . Sprouty 2 is an independent prognostic biomarker for the survival and recurrence of human epithelial OC (7) . IL-8 has been revealed to represent a biomarker for prognostic prediction in patients with recurrent platinum-sensitive OC (8) . In addition, upregulation of Golgi phosphoprotein 3 is associated with poor prognosis in patients with epithelial OC (9) . Class III β-tubulin overexpression within the tumor microenvironment has been demonstrated to represent a prognostic biomarker for poor overall survival in patients with OC (10) . Mitogen-activated protein kinase/extracellular signal-regulated kinase 1 has been reported to represent a promising candidate prognostic biomarker and to be correlated with response rates to platinum based chemotherapy in OC (11) . Flap structure-specific endonuclease 1 overexpression has been revealed to be associated with the poor survival of patients exhibiting high grade and advanced stage OC (12) . In addition, overexpression of fibroblast growth factor 18 (FGF18) is an independent predictive marker for poor clinical outcome in patients with OC, and FGF18 has been demonstrated to regulate OC cell migration, invasion and tumorigenicity via nuclear factor-κB activation (13) . Tumor necrosis factor α-induced protein 8 overexpression is associated with epithelial OC metastasis and poor survival, and, therefore, can function as a prognostic and therapeutic biomarker for epithelial OC (14) . However, biomarkers with a greater accuracy are required to predict recurrence and prognosis of OC.
In the present study, data of samples from patients with recurrent and non-recurrent OC in three gene expression datasets were analyzed to identify differentially expressed genes (DEGs). Following this, relevant feature genes were identified and subsequently used to establish a support vector machine (SVM) classifier, the results of which were further verified using independent data. The results of the present study suggested that the SVM classifier may facilitate the prediction of OC recurrence and prognosis.
Materials and methods
Gene expression data. Gene expression data were retrieved from the Gene Expression Omnibus (www.ncbi.nlm.nih. gov/geo) by searching for the following key words: 'Ovarian cancer,' 'recurrence,' 'homo sapiens' and 'recurrence.' Datasets were selected for further analysis if they fulfilled the following criteria: i) Included gene expression profiles of patients with OC; and ii) included gene expression profiles of patients with recurrent and non-recurrent OC. Following this, three gene expression datasets [GSE17260 (15) , GSE44104 (16) and GSE51088 (17) ] were downloaded for subsequent analysis (Table I) .
Background correction and normalization were performed using gene expression dataset GSE44104 with package affy 1.42.3 (18) of R 3.1.0 (19) . Missing values were filled using the median value (20) . Microarray Suite (21) was used to perform background correction. The quantile method was used for standardization.
Screening of DEGs.
Prior to meta-analysis, the characteristics of the three gene expression datasets were investigated by principal component analysis (PCA) and standardized mean rank using the MetaQC package (22) . The homogeneity test of gene expression profiles among datasets (internal quality control), homogeneity test of gene expression profiles with pathway database (external quality control), accuracy quality control, accuracy of feature genes and pathways, consistency quality control and consistency in the ranking of feature genes and pathways were investigated for quality control purposes using the MetaQC package.
DEGs were screened for using MetaDE.ES from the MetaDE package (23) . Firstly, tests for heterogeneity of gene expression value in numerous platforms were performed using three statistical parameters: Tau 2 , Q value and Cochran's Q value. Values of tau 2 = 0 and Cochran's Q value >0.05 served as the criteria for the identification of homogenous genes. Following this, the false discovery rate (<0.05) of DEGs between non-recurrent samples and recurrent samples within each dataset was investigated. Two-way clustering analysis of sample data from patients with recurrent and non-recurrent OC in each dataset was performed using selected DEGs and then visualized by a heatmap using R 3.1.0 (19) . 
Construction of a protein

Construction of the SVM classifier.
To determine which genes in the PPI network could be classified as hub genes, the degree of nodes and betweenness centrality (BC) scores were determined (25) . The BC score was calculated as follows using the igraph package version 1.2.1 in R 3.1.0 (https://cran.r-project. org/web/packages/igraph/index.html).
Here, σ st is the number of shortest paths from s to t; σ st (ν) is the number of shortest paths from s to t that pass node v; BC score is between 0 and 1, and greater BC score indicates higher degree of hubness in the network.
The top 100 DEGs, as determined by BC scores, were selected as candidate feature genes. The dataset GSE17260 was selected as the training set because the sample is larger than the other datasets, and the difference between the number of non-recurrent samples and recurrent samples is relatively small. An optimum combination of feature genes was determined by performing recursive feature elimination using R caret_6.0-79 (https://cran.r-project.org/web/packages/caret/) (26) . The SVM classifier was subsequently established to predict OC recurrence based on the expression levels of the screened feature genes.
The other two datasets (GSE44104 and GSE51088) were used to further verify the results of the SVM classifier. Sensitivity, specificity, positive predictive value (PPV), negative predictive value (NPV) and area under the receiver operating characteristic curve (AUROC) values were determined to evaluate the performance of the established SVM classifier.
Verification of results generated by the SVM classifier using independent data. A further set of microarray data from samples of patients with OC was downloaded from the Cancer Genome Atlas (TCGA; https://cancergenome.nih.gov/) (27) and used to further verify the results of the SVM classifier. This dataset contained 222 recurrent and 173 non-recurrent OC samples. The OC samples were classified into two groups: Predicted recurrent OC samples and predicted non-recurrent OC samples. Kaplan-Meier (KM) survival curves were then plotted for the two groups to determine the reliability of the SVM classifier regarding patient prognosis.
Results
DEGs. Quality control analysis using data from the three gene expression datasets (GSE17260, GSE44104 and GSE51088) revealed that there was no significant bias among these datasets according to the SMR values (Table II) (22) . In addition, PCA analysis revealed that all three datasets are distributed on the same side of the arrow, which suggest good comparability. (Fig. 1 ). For this reason, all three datasets were retained for subsequent analysis in the present study.
Based on the aforementioned criteria, a total of 639 DEGs were identified from the GSE17260, GSE44104 and GSE51088 datasets, including 279 upregulated DEGs and 360 downregulated DEGs. The heatmap of two-way clustering revealed marked differences in gene expression between the patient samples with recurrent and non-recurrent OC in each dataset (Fig. 2) .
PPI network. A total of 321 and 296 PPIs for selected DEGs were identified in HPRD and BioGRID, respectively. Overlapping PPIs were selected and visualized using Cytoscape (Fig. 3) . The constructed PPI network contained 249 nodes (115 downregulated genes and 134 upregulated genes) and 354 edges. Functional enrichment analysis revealed the genes in the PPI network were significantly associated with 14 GO terms, including 'cell cycle phase', 'M phase', 'mitotic cell cycle' and 'cell cycle process' (Table III) . Furthermore, five KEGG pathways, including 'cell cycle', 'homologous recombination', 'purine metabolism', 'pathways in cancer' and 'DNA replication' were revealed to be significantly enriched for the genes in the PPI network (Table IV) .
The distribution of calculated degree demonstrated that 165 genes exhibited a small degree score [Log (degree) <1]; whereas 3 genes exhibited a large degree score (Log>4; Fig. 4A ). This revealed that this PPI network exhibited scale-free property similar to the majority of biological networks (25) . Genes exhibiting high degrees were considered to represent hub genes and may serve important roles in the development of ovarian cancer.
SVM classifier.
Following the calculation of BC scores for each node and the subsequent ranking of the top 100 nodes, 39 feature genes [including cullin 3 (CUL3), mouse double minute 2 homolog (MDM2), aurora kinase A (AURKA), IQC, internal quality control; EQC, external quality control; AQCg, accuracy quality control of genes; AQCp, accuracy quality control of pathways; CQCg, consistency quality control of genes; CQCp, consistency quality control of pathways; SMR, standard mean rank. WW domain containing oxidoreducatase (WWOX), large tumor suppressor kinase (LATS)2, sirtuin 6 (SIRT6), staphylococcal nuclease and tudor domain containing 1 (SND1), leucine rich repeats and immunoglobulin like domains 1 (LRIG1) and aurora kinase 1 interacting protein 1 (AURKAIP1)] were determined by the recursive feature elimination ( Table V) . The highest prediction accuracy determined from analysis of training dataset GSE17260 was 92.7% [102 out of 110 samples (27 samples from patients with non-recurrent OC and 75 samples from patients with recurrent OC)] when 39 feature genes were used (Fig. 4B) . The samples from patients with non-recurrent OC and recurrent OC from training dataset GSE17260 were also presented in a scatter plot, which clearly distinguished the recurrence samples from non-recurrence samples (Fig. 5 ). This result illustrated the effectiveness of the SVM classifier. The SVM classifier was further validated using GSE44104 and GSE51088 datasets. The prediction accuracy for dataset GSE44104 was revealed to be 93.3% [56 out of 60 samples (40 samples from patients with non-recurrent OC and 16 samples from patients with recurrent OC)]. The accuracy for dataset GSE51088 was revealed to be 96.6% [142 out of 147 samples (126 non-recurrent OC samples and 16 recurrent OC samples)]. The correct rate, sensitivity, specificity, positive predictive value (PPV), negative predictive value (NPV) and area under receiver operating characteristic curve (AUROC) values were presented in Table VI . It can be observed that the SVM classifier had a good classification effect in all 3 data sets. Furthermore, the AUROC values of GSE17260, GSE44104 and GSE51088 datasets were 0.988, 0.970, and 0.967, respectively (Table VI) . All values are close to 1, which means close to the perfect prediction effect.
Results of validation.
Prediction accuracy of independent gene expression data downloaded from TCGA was revealed to be 90.4% [357 out of 395 samples (138 samples from patients with non-recurrent OC and 219 samples from patients with recurrent OC)], with an AUROC value of 0.981 (Table VI, Fig. 6A ). In addition, survival ratios were determined for the 394 patients with OC (172 patients with non-recurrent OC and 222 patients with recurrent OC). The KM survival curve revealed that survival times of patients with predicted non-recurrent OC were significantly increased compared with patients with predicted recurrent OC (P=6.598x10 -6 ; Fig. 6B ), which suggested that the classifier may accurately predict the prognosis of patients with OC.
Discussion
In the present study, a SVM classifier consisting of specific genes was revealed to predict the rates of non-recurrent and recurrent OC. Gene expression profiles of patients with recurrent OC were compared with patients with non-recurrent OC to identify DEGs. Homogeneity and quality control analyses POLD1, RNASEH2A, MCM5 using three gene expression datasets were performed to improve the prediction accuracy of the classifier. A PPI network was then constructed using identified DEGs, which included 249 nodes and 354 edges. Functional and pathway enrichment analysis demonstrated that genes in the PPI network were significantly associated with 14 GO terms, including 'cell cycle,' 'homologous recombination', 'purine metabolism' and 'pathways in cancer and DNA replication'. A total of 39 genes were selected by recursive feature elimination, including CUL3, MDM2, AURKA, WWOX, LATS2, SIRT6, SND1, LRIG1 and AURKAIP1. Constitutive activation of nuclear factor erythroid 2 like 2 (NRF2) is associated with acquisition of malignant features in OC (28, 29) . Markedly increased frequencies of DNA and mRNA alterations compared with healthy controls affect components of the kelch like ECH associated protein 1 (KEAP1)/CUL3/ring-box 1 (RBX1) E3-ubiquitin ligase complex, which regulates NRF2 expression, have been revealed via sequencing of KEAP1, CUL3 and RBX1 in a cohort of 568 samples obtained from patients with OC detailed in TCGA (30) . MDM2 is a nuclear-localized E3 ubiquitin ligase that promotes tumor formation by targeting tumor suppressor proteins, including p53, and has an important role in the development of OC (31) . It has been previously demonstrated that overexpression of MDM2 can increase cisplatin cytotoxicity in human ovarian cell lines (32) . Furthermore, it has been demonstrated that antagonists of MDM2 can induce apoptosis in human ovarian cancer cells and synergize with cisplatin to attenuate the chemoresistance of patients exhibiting wild-type tumor protein p53 (33) . AURKA expression has been revealed to be closely correlated with prognosis of endometrioid OC in a study including 51 tumor samples (34) , which may result from its role in the regulation of OC cell migration and adhesion (35) . The predominant full-length transcript (variant 1) of WWOX functions as a suppressor of ovarian tumorigenesis (36) by inducing apoptosis in detached cells, and regulating the interaction between tumor cells and the extracellular matrix (37) . WWOX can regulate the cell cycle and apoptosis of OC stem cells (38) , which suggests that WWOX may represent an important molecular target for the treatment of OC. Numerous studies have reported that miR-25 and miR-181b can promote OC by targeting LATS2, which is a serine/threonine protein kinase belonging to the LATS tumor suppressor family and is involved in the proliferation, migration and invasion of OC cells (39, 40) . SIRT6, a member of NAD + dependent class III deacetylase sirtuin family, has been revealed to inhibit the proliferation of OC cells by downregulating Notch 3 expression (41) . Decreased expression of SIRT6 has been revealed to promote tumor cell growth and is closely correlated with poor prognosis of OC (42) . Therefore, SIRT6 may represent a therapeutic target for the prevention and treatment of OC. LRIG1 is a tumor suppressor used in clinical practice (43) . Decreased LRIG1 expression has been demonstrated to propagate chemoresistance in etoposide-resistant human OC cells by downregulating multidrug resistance-associated protein 1 and apoptosis (44) . In addition, AURKAIP1 promotes the degradation of the Aurora A oncogene via an alternative ubiquitin-independent pathway (45) . Therefore, AURKAIP1 may be involved in the development and recurrence of OC. SND1, a transcriptional co-activator, has been demonstrated to promote breast cancer metastasis via the tumor growth factor β1/mad (smad) mothers against dpp pathway (46) , which has been previously used for the prediction of colon cancer prognosis (47) , and to promote prostate cancer via interaction with KH domain-containing RNA-binding signal transduction-associated protein 1 (48) . However, the role of SND1 in OC remains unclear. Studies on the aforementioned feature genes may help to determine the complex molecular mechanisms underlying the recurrence of OC.
In the present study, a SVM classifier consisting of 39 specific genes was constructed and verified for the prediction of the recurrence of OC. The prediction accuracy of the SVM classifier for GSE17260, GSE44104 and GSE51088 datasets was 92.7, 93.3 and 96.6%, respectively. The prediction accuracy of the SVM classifier using independent gene expression data downloaded from TCGA demonstrated an accuracy of 90.4%. Furthermore, the patients with predicted non-recurrent OC exhibited a significantly longer survival time compared with patients with predicted recurrent OC (P= 6.598x10 -6 ); therefore suggesting that the SVM classifier has the potential for use in the prognostic prediction of patients with OC. Unlike sequencing technology, the SVM classifier only requires the expression levels of 39 genes for prognostic prediction. Therefore, application of the established SVM classifier is more economical and efficient compared with sequencing for the prognostic prediction of patients with OC.
In conclusion, a SVM classifier consisting of 39 genes was established in the present study for the accurate prediction of the recurrence of OC. The 39 included genes serve roles in the development of OC and may represent novel therapeutic targets for the treatment of OC. Furthermore, the established SVM classifier may be used for prognostic prediction in patients with OC. However, further studies investigating an independent cohort of patients with non-recurrent and recurrent OC are required to further validate the results of the present study. no. WJ2015MA024) and the general project of Natural Science Foundation of Hubei Province (grant no. 2017CFB335).
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